(S) Ca 2+ may potentiate Cl − activity because the addition of 1 mM CaCl 2 in 100 NaCl (red line) appeared to enhance hexamer formation over 100 mM NaCl alone (black line). *, P < 0.01.
. Design and characterization of recombinant protomer (r-Prot). (A) Schematic of heterotrimeric r-Prot containing integrin α2β1 binding site and N-terminal FLAG tag for purification. Primary aa sequence shown with red text identifying the engineered α2β1 integrin binding site. (B) SEC profile of P 2 samples after collagenase treatment (P 2 dg ). Control sample (dashed line) contained mixture of NC1 hexamers isolated from LBM and recombinant α2 NC1 monomers. (C) ELI SA analyses of P 2 (CB3-rHex) using anti-α1 and -α2 monoclonal antibodies. LBM NC1 hexamers were control. (D and E) SEC profiles of P (P dg ) and M (M dg ), respectively, after collagenase treatment. Control (dashed line) is the same as B. (F) Western blot of SEC peaks and collagenase digest products, using anti-α1 and -α2 monoclonal antibodies. Unfractionated samples (SEC input) served as controls. (G) All three SEC peaks migrate as 35 kD monomers by SDS-PAGE. P 2 resisted trypsin and chymotrypsin proteolysis (NC1+84aa). Soybean trypsin inhibitor (SBTI) quenched reaction. (H and I) CD spectroscopy of SEC peaks (P 2 , peak 1; P, peak 2; and M, peak 3). Helical content seen by negative ellipticity at 198 nm and positive ellipticity at 220-235 nm. (I) r-Prot thermal stability measured by CD. 30°C and 66°C transition point correspond to melting temperatures of helices and NC1 domains, respectively. (J) HT1080 cells adhesion to recombinant protomer dimer (P 2 ) is mediated by the integrin α2β1. Cell adhesion to wells coated with P 2 (black bar) was significantly inhibited by neutralizing monoclonal antibody to α2β1 integrin (gray bar). Collagen I, a known ligand for α2β1 integrin, has been used as a positive control. Figure S4 . Assembly Switch Motif is Present in α3-α6 Chains. Multiple sequence alignment of α1-6 chains from human, monkey, cow, mouse, and zebrafish, with emphasis on putatively important assembly residues near the trimer-trimer interface. Figure S5 . NC1 domains are required for collagen IV network assembly. (A) Cellular viability is not reduced in low-Cl conditions compared with standard conditions. Results shown from PrestoBlue assay. n = 12. (B) NC1 monomers from standard and low-Cl cultures were isolated via SEC. Samples analyzed after collagenase digestion and dialysis into 50 mM TrisAc. Dashed lines denote monomer fractions collected. (C-E) Confocal images of Drosophila wing imaginal disks dissected from larvae expressing C-terminally GFP-tagged Cg25C (C), Cg25CΔNC1 (D), and Cg25CR76A (E). Expression of the three constructs is driven in the fat body under control of Cg-GAL4. WT collagen IV (Cg25C-GFP) localizes to the BM (C), whereas Cg25CΔNC1-GFP does not incorporate into the BM in the presence of endogenous collagen IV (D). (F-I) Cg25CΔNC1-GFP expression products were detected in the larval body cavity, indicating that NC1 domains are required for assembling collagen IV into networks within BMs. H and I are enlarged images of F and G, respectively. Enumeration of the modeled noncovalent interactions present between NC1 domains as well as between NC1 trimers, using the LIG PLOT+ algorithm (Wallace et al., 1995) . NP, nonpolar; P, polar. 
